Background: Shotgun proteomics represents an attractive technical framework for the study of membrane proteins that are generally difficult to resolve using two-dimensional gel electrophoresis. The use of iTRAQ, a set of amine-specific isobaric tags, is currently the labelling method of choice allowing multiplexing of up to eight samples and the relative quantification of multiple peptides for each protein. Recently the hyphenation of different separation techniques with mass spectrometry was used in the analysis of iTRAQ labelled samples. OFFGEL electrophoresis has proved its effectiveness in isoelectric point-based peptide and protein separation in solution.
Background
Two-dimensional gel electrophoresis (2-DE) coupled to mass spectrometry (MS) has been the trademark method for relative protein quantification in plant proteomics. Nevertheless, lack of quantitative reproducibility [1] , poor representation of low abundant proteins, highly acidic/basic proteins [2] , or proteins with extreme size or hydrophobicity [3] are the principal shortcomings of 2-DE, this related to the low tolerance of the technique for detergents and ionic compounds. However, handling membrane proteins requires detergent and buffer use for membrane solubilisation and homogenization followed by their removal prior to further analysis in MS. Proteomic analysis of membrane proteins remains a major challenge and represents an ongoing topic of myriad investigations. Therefore, MS-based 2D-gel-free proteomic approaches have recently bypassed the status of descriptive tool to become the new mainstream method for quantitative proteome studies.
Isobaric tags for relative and absolute quantitation (iTRAQ) are recently developed chemical labelling reagents [4] that quickly gained popularity in proteomics [5, 6] . The iTRAQ label modifies peptide N-termini and E-amino groups of lysine side chains. It was shown to increase the number of peptides identified by MS, a finding attributed to a greater number of lysine-terminated peptides detected [7] . Protein quantification relies on reporter ions generated in a "silent region" at low molecular mass of peptide MS/MS spectra. iTRAQ labelling proved compatibility with different kind of samples, providing in-depth knowledge in several biological pathways and has been applied in plant shotgun proteomics [8] .
Majeran and co-workers used iTRAQ for a comparative analysis of the chloroplast envelope proteome in maize [9] , and the approach was likewise used to study the changes in the Arabidopsis plasma membrane in response to flagellin treatment [10] .
Immobilized pH gradient isoelectric focusing (IPG-IEF) has emerged as a highly promising alternative to strong-cation exchange fractionation as the first separation dimension in shotgun proteomics [11] , especially for membrane proteome analysis [12, 13] . OFFGEL electrophoresis (OGE) combines the traditional IEF using IPG strips with the convenience of a liquid-based system. Proteins or peptides migrate through the IPG strip until they reach their isoelectric point (pI) at a given compartment, and after completion of the run samples can be easily recovered in solution for further analysis. OGE separation as first step was recently compared to MudPIT for the analysis of membrane proteins and resulted in comparable results for protein/peptide identification and reproducibility [14] . The inclusion of OGE into the proteomic workflow furthermore offers the opportunity to determine the pI of peptides which is an independent validating and filtering tool for false positive identifications [15] . The additional use of a pI filter enhances the stringency of the peptide validation criteria and increases the identification confidence. However, most frequently used pI calculation algorithms use only native peptide sequences, and the addition of modifications such as the iTRAQ label is cumbersome. The question whether an iTRAQ labelled peptide will exhibit the same pI-value as the native counterpart is therefore not trivial. In the present study, an online tool for chemical drawing, MarvinSketch calculator (http://www.chemaxon.com/marvin/sketch) has been used to calculate pI of unlabelled and iTRAQ labelled peptides to explain some experimentally observed pI shifts [16] .
A quantitative proteomic approach using iTRAQ-IEF combination was successfully applied on Staphylococcus aureus membrane extracts [17] . Moreover, Chenau and co-authors evaluated the efficiency of OGE fractionation for iTRAQ labelled peptides from the human secretome and plasma [18] . When evaluating OGE fractionation of iTRAQ labelled peptides, one must consider that the iTRAQ-label incorporates a highly basic group "Nmethylpiperazine" at peptide N-termini and E-amino groups of lysine side chains. This can alter the pI of peptides and consequently the isoelectrofocusing behaviour in IPG-IEF or OGE. This impact was previously studied using proteins from a colon cancer cell line using a small, acidic pH range between pI 3.4 and 4.9; and there any observed shift in pI could only be small or absent [19] .
To date, the iTRAQ/OGE couple has been applied on complex eukaryotic samples and different types of matrices, but none dealing with plant membrane proteins [18, 20] . Here we present, for the first time, the application of an iTRAQ-OGE-LC-MS/MS proteomic approach on microsomal proteins from Medicago truncatula roots. A feasible protocol is described for in-solution protein digestion allowing the recovery of a "clean" protein digest from Medicago truncatula cv Jemalong 5 roots inoculated or not with Rhizophagus irregularis. Furthermore by comparing the OGE fractionation of native and labelled peptides, the predictable basic shift induced by iTRAQ labelling was studied using a wide pH-range (3-10).
Results and discussion

Experimental design
During the last decade, proteomics has gained popularity in plant science, but still mostly relies on 2-DE. Not all types of proteins are amenable to gels and this method often falls short to study low-abundant and recalcitrant proteins. Therefore a gel-free proteomic approach was implemented here on Medicago truncatula membrane proteome. For microsome preparation a previously optimised method based on differential centrifugation has been employed [21] . Microsomal proteins were cleaved using a homemade protocol for in-solution protein digestion allowing the recovery of a "clean" peptide fraction. Subsequently, these protein digests from M. truncatula roots inoculated or not with Rhizophagus irregularis, were labelled with iTRAQ and fractionated using OGE prior to RP-HPLC-MS/MS, a first time this type of approach is used on membrane proteins of plant material. OGE prefractionation was performed in 12 wells using a 12 cm strip covering the pH range of 3 to10. iTRAQ labelled and pre-fractionated samples were then separated using liquid chromatography (LC) followed by MALDI-TOF/TOF analysis. Searches in the databases were carried out using ProteinPilot software.
A schematic summary of the workflow performed in the current study is illustrated in Figure 1 .
The OGE-LC separation of 100 μg of unlabelled microsomal protein digest allowed the identification of 241 peptides and 107 proteins, whilst 266 peptides and 130 proteins were identified in iTRAQ labelled samples. The enrichment of membrane protein fraction was assessed by the sub-cellular localisation of the identified proteins. Seventy percent of proteins in both experiments had at least one membrane localisation experimentally demonstrated (results not shown). Furthermore only 7 and 5% of the identified proteins were predicted to be localised in the cytosol in unlabelled and iTRAQ labelled experiments, respectively (results not shown).
In-filter protein digestion
One of the most critical steps in all proteome analyses is sample preparation. Detergents are indispensable tools for the solubilisation and fractionation of membrane proteins. However, they can dominate mass spectra and preclude peptide analysis in MS [23] , even in minute concentrations. As a consequence, the majority of studies on membrane proteins use in-gel digestion to remove detergents prior to mass spectrometric analysis [24] . Therefore, gel-free proteomic approaches require adequate protocols for in-solution protein digestion while avoiding the use of high-ionic strength buffers and detergents. To overcome these difficulties, various alternative approaches have been described and the use of filtration columns appears to be the most promising [25] . Based on the filter-aided sample preparation (FASP) workflow [26] , a method has been developed in the current study in which the protein digestion took place in a commercially available ultra-filtration device used for protein retention, buffer exchange and removal ( Figure 2 ). The key feature of this method is the ability to remove interfering compounds associated with the sample during protein digestion through the filter device and to recover resulting peptides by centrifugation. Wiśniewski and coworkers compared the distribution of molecular weights of the identified proteins using either a 3k or 10k filter. They found that the 10k filter efficiently retained small proteins (5-10kDa) and efficiently released peptides up to 5,000 Da [26] . Therefore, Amicon Ultra filter devices (Millipore), with relative molecular mass cut-off of 10,000 NMWL (Nominal Molecular Weight Limit) have been used in the subsequent experiment. The in-solution protein digestion protocol was made up of 3 main steps: (1) DTT was first added to reduce protein disulphide bonds. Then, (2) carbamidomethylation of thiols was achieved by the addition of iodoacetamide. All the reagents added during these steps were easily removed by centrifugation. Afterwards, (3) protein digestion was carried out by adding trypsin and leaving it overnight at room temperature. Finally, the peptide fraction, free of unwanted, interfering compounds, was obtained by centrifugation.
One of the aims of the current study was to develop an alternative in-solution protein digestion to the one proposed by iTRAQ reagent kit in order to be able to produce peptide fraction free of interfering compounds such as urea, Tris and DTT. Consequently, in-filter protein digestion represented the method of choice allowing the removal of residual interfering buffers associated with the sample. At one step to iTRAQ labelling, any buffer added through sample preparation should be "primary amine free" to avoid the quenching of the iTRAQ labelling. Hence, ammonium bicarbonate's substitution was a mandatory step. Triethylammonium bicarbonate (TEAB) was chosen as a good tertiary amine buffer, which is also very volatile, and can therefore be easily removed in vacuum. Thus in our protocol, the in-filter protein digestion described above was convenient for protein digestion and sample clean-up prior to iTRAQ labelling.
Peptide isobaric tagging
After the labelling process, samples must be ready for OGE separation. Nevertheless, excess iTRAQ reagents in the sample mixture should be removed since their presence can suppress the signal obtained from target peptides and thus reduces the level of achievable sensitivity and reproducibility. The supplier recommended the use of cation exchange (CX) cartridge, delivered with the iTRAQ kit, as a desalting step prior to LC-MS/MS analysis. However since peptides will be eluted of the CX-column in 10 mM potassium phosphate in 25% (v/v) of acetonitrile (ACN) and 350 mM of potassium chloride, when using the OGE fractionator, an alternative desalting method was an absolute requirement. Several tests with alternative desalting steps have been conducted, and it was found that the use of a C18 column was well suited to clean-up iTRAQ labelled samples (results not shown). Ernoult and co-authors have also used C18 cartridge to desalt the iTRAQ labelled samples prior to OGE [7] .
Since we have used an alternative in-solution digestion protocol, which contains DTT, IAA and Tris categorized as potential interfering substances with the labelling process, the utility of this method for the removal of these compounds and thus the creation of an iTRAQcompatible environment needed to be established. One example of a labelled peptide is shown in Figure 3 . Figure 3A presents the MS/MS spectrum of CAL-VYGQMNEPPGAR at m/z 1806.94, while 3B shows the low mass region covering daughter ions (114 and 117) released in MS/MS. Further empirical evidence that the applied procedure was successful in removing interfering compounds was obtained by researching all datasets but omitting the fixed modification with the iTRAQ label (not added or added as variable modification). None of these searches resulted in the significant identification of a peptide, so if not all interfering compounds are completely eliminated at least their effect on labelling was not observable in our data.
Peptide OGE fractionation
IPG as first dimension separation strategy has proved to be superior to SCX with a salt or pH gradient [28, 29] . Therefore, OGE has been chosen to separate peptides according to their isoelectric point in a liquid phase. The novelty and strengths of this method can be resumed by the ability to directly introduce pI-fractionated peptides to LC-MS/MS analysis. Nonetheless, glycerol in peptide focusing buffer interfered with SpeedVac concentration Figure 2 Depiction of in-filter protein digestion protocol using Amicon Ultra filter devices TM (Millipore) [27] .
(increased viscosity), direct injection into reverse phase LC and with crystallization on a MALDI target. This problem was previously mentioned by Fraterman and co-workers [30] , in which study the glycerol content of the focusing buffer was reduced by 50% (v/v) in deviation from the supplier's protocol, while others indicated the use of even lower concentrations [31, 32] . Several other studies did not mention the concentration of glycerol proposed by the OGE manufacturers (6%) as a problem [7, 18] . In the present work, reducing the concentration of glycerol by 50% (v/v), final concentration equals 3%, was not enough to avoid the clogging of the pre-column after few runs or to solve the crystallization problem on a MALDI target. According to Agilent Technologies, reducing and even omitting glycerol content in peptide focusing buffer does not affect the efficiency of the IEF, therefore the glycerol concentration was reduced to 5% (v/v) (final concentration equals 0.3%) in deviation of the original protocol. Hubner and co-workers demonstrated that the loading capacity for optimal peptide focusing on 12 cm strip is below 100 μg [31, 32] , therefore in this study, 100 μg of protein digest were separated in OGE. The isoelectrofocusing of peptides offers the possibility to exploit the deviation between expected and observed peptide pI distribution across the IPG strip. It has been reported that the average pI values of peptides fits fairly well with the pH range of the corresponding OGE fractions [7, 15, 18] . Hence, the effective resolution obtained in the 12 OGE fractions of free and iTRAQ labelled samples was assessed by determining the number of peptides identified in single versus multiple fractions (Figure 4 ). Peptides were unevenly distributed along the IPG strip in both labelled and unlabelled samples. In native samples, over 70% of identified peptides were localized in only one fraction and more than 90% were found in one or two successive fractions. These findings were in agreement with previous studies [15] . In iTRAQ labelled samples, more peptides were identified in basic region compared to the acidic one. Only 3, 10 and 8 peptides in total were respectively found in fraction 1, 2 and 4 while 63 peptides were identified in fraction 10. Moreover, the fractionation quality in basic fractions was greater than in acidic ones. More than 80% of peptides were recovered in single fraction (fractions 6 to 12) while this percentage fell to 20% in fraction 2 and no unique peptide was found in fraction 1. As Ernoult et al. (2008) have shown, more peptides were recorded in iTRAQ labelled samples giving the fact that iTRAQ improves MALDI ionisation [7, 15, 18] . Our results confirmed that the slightly modified version of the initial OGE protocol applied did not affect the quality of peptide IEF. Interestingly, iTRAQ labelled peptides showed a better OGE fractionation quality in basic fractions where a greater number of peptides have been identified compared to acidic ones. This observation will be discussed in more detail below.
iTRAQ impact on peptide OGE fractionation
The assumption that iTRAQ labelling induces a negligible increase in peptide isoelectric point [19] prompted us to investigate the validity of this claim on peptide OGE fractionation on a wide pH range (3-10). Hence, peptide distribution on the 12 cm strip pH 3-10 was examined when peptides were either labelled or not with iTRAQ reagents. The current survey delineated 4 different groups of labelled peptides found in at least 3 replicates of labelled samples with a high reproducibility in these independent experiments (Additional file 1). Table 1 shows a set of 70 peptides (group A) found in more basic fractions after iTRAQ labelling, this finding being highly related to the incorporation of the basic group "N-methylpiperazine" at peptide N-termini and Eamino groups of lysine side chains. As an example, 2 ions were assigned to EQMGYTFDALK by Paragon search with 99% of confidence. The unlabelled peptide with a m/z of 1301.58 was found in fraction 1 while the labelled (m/z 1590.80) was identified in fraction 3. The mass difference corresponds 289.22 Da or the addition of two labels at the N-terminus and the E-amino groups of lysine side chain. For peptides only containing one label at the N-terminus the basic shift was, as previously described by Ross and co-workers, in general more important [4] . For instance NYTNAFQALYR (m/z 1504.76), exhibiting only one potential iTRAQ modification site, the labelled form of this peptide was found in fraction 12 while its native counterpart at m/z 1359.65 was focused in fraction 10. Most of the peptides in group A followed the same trend with a shift of 1 to 2 fractions to the basic end of the strip (Table 1 , group A). Some others (7 peptides) pursued the observed basic shift tendency but are focussed irreproducible using the OGE fractionator (Additional file 1, group D).
As shown in Table 2 , 34 peptides were categorized in group B where peptides in both label-free and iTRAQ labelled experiments are focussed in the same OGE fraction. Among them, 10 peptides were recovered in fraction 12 the most basic fraction. Hence, even if iTRAQ labelling rendered them more basic, fraction 12 stands for the last and most basic region of the 12 cm strip (pH 3-10) a peptide could reach. Furthermore, 10 of the 34 peptides were discerned (marked with an asterisk * in Table 2 ) to register the expected basic shift in at least one experiment but this shift could not be observed in all replicates. The fourteen remaining peptides were focused in the same OGE fraction before and after iTRAQ labelling. The most reliable explanation to this observation was that the iTRAQ tag did induce an increase in the peptide pI, but this shift was not pronounced enough and therefore did not provoke a shift in fraction since every fraction corresponds to 0.6 pH-unit. To look into this further, peptide amino acid structures were manually drawn in MarvinSketch calculator and peptide isoelectric points were calculated for the native and iTRAQ modified peptides. For example, the nonmodified peptide GFGFVTFANEK of m/z 1215.62 was found in the same OGE fraction (fraction 6) of its doubly labelled peptide of m/z 1504.80. The calculated pI of the unlabelled peptide is 5.94 while a pI of 5.97 is assigned to the iTRAQ labelled form. Thus, the pI was slightly modified after iTRAQ labelling and remained below the edge of 0.6 pH-units. Table 3 shows the eleven peptides of group C that were focused in more acidic fractions when they were iTRAQ labelled. Initially, the native form of these peptides was found in fractions 11 and 12, gathering the most basic peptides. The observed acidic shift is furthermore in agreement with Chenau et al. (2008) . These authors found that the peptide pI average in fraction 24 (most basic fraction in their experiment, strip pH 3-10, 24 cm) decreased from 9.22 to 8.74 in non-labelled and iTRAQ labelled samples, respectively [18] . To further investigate the acidic shift induced by iTRAQ labels, MarvinSketch Calculator was again implemented for pI calculations. The calculated pI of SKFDNLYGCR is 8.32 and it decreases to 7.72 after labelling, which corresponds to a shift of one OGE fraction. Indeed, the nonmodified peptide was focused in fraction 11 while its iTRAQ labelled form was retrieved in fraction 10. Moreover, ASALIQHEWRPK, focused in fraction 12 when non-modified, was found in a more acidic fraction (fraction 10) after iTRAQ labelling. Interestingly, the calculated pI of the native peptide is 9.12 while this is 7.04 for its doubly labelled form, which corresponds accurately to the experimentally observed pI shifts.
Acidic and basic amino acid distribution per peptide
Some molecular considerations have been introduced to explain the behaviour of the 111 peptides in groups A, B and D presenting the expected basic shift and the 11 peptides in group C showing an acidic shift after iTRAQ labelling. Peptide amino acid composition has been investigated with a special attention to the acidic (E and D) and basic (K and R) amino acids. Thus, the average number of each amino acid by peptide per fraction was calculated ( Figure 5 ). In peptides that shifted to basic regions (groups A, B and D), the number of acidic amino acids D and E by peptide globally decreased from acidic to more basic fractions to be absent in fraction 10 and above, a finding in agreement with Chenau et al. [18] . Contrary to this, 7 of the 11 peptides that shifted to a more acidic fraction after labelling (Table 3 , group C) contain at least one acidic residue and were nonetheless found in the fractions 11 and 12 when not labelled. Furthermore, the number of basic amino acids is higher in peptides that have an acidic shift compared to peptides that have a basic shift ( Figure 5 ). Exclusively in the group showing acidic shifts, 4 peptides (KGPLI-VYGTEGAK, QFNGLVDVYKK, YLQPQESGWKPK and LSEPYKGIGDCFKR) of the 11 had 3 iTRAQ tags due to the presence of two lysines in their sequences while no similar case has been observed in peptides shifting to more basic fractions. The experimental finding that iTRAQ labelling shifts the pI of lysine-containing peptides to more acidic values was corroborated by pI calculations in MarvinSketch Calculator on the different Eleven peptides shifted to more acidic OGE fraction after iTRAQ labelling are presented in this table.
$ Gln-> pyro-Glu@N-term. Thirty-four peptides focused in the same OGE fraction in both label-free and iTRAQ labelled experiments are shown in this table. Peptides shifted to more basic fractions in at least one experiment are indicated with an asterisk (*). OGE fractions forms of lysine. The calculated pI of native, free lysine (9.82) decreases to 7.60 for the double-tagged amino acid.
iTRAQ impact on peptide elution time
The degree of retention time variation in LC separation after iTRAQ labelling was examined in groups A, B and D. Resulting retention time values were plotted per fraction for the unlabelled and iTRAQ labelled samples as shown in Figure 6 . Clearly, iTRAQ labelling increased the retention time of 17 peptides initially focused in OGE fraction 1 and shifted to more basic fractions after the iTRAQ modification by approximately 6 minutes (Additional file 2). This variation decreased to less than 1 minute in other OGE fractions, to be entirely gone in fractions 3, 4, 8 and 12 where iTRAQ labelled peptides and their native counterparts eluted at approximately the same time. For group C, label-free and iTRAQ labelled peptides recorded almost the same elution time in LC separation (results not shown). Thus, iTRAQ labelling drastically affected peptide retention time in OGE fraction 1 and lost its effect for the more basic fractions.
Conclusions
In plants, MS-based proteomics has been largely used for protein identification while quantitative proteomics is still fully developing. In the present work microsomal proteins of Medicago truncatula roots were, for the first time, scrutinised by the state-of-the-art gel-free proteomic approach iTRAQ-OGE-LC-MS/MS. Herein, we described a straightforward, robust, and iTRAQ compatible method for in-solution protein digestion. Besides, the practical applicability of this tailored workflow allows users to successfully employ it with different kind of matrices. Another positive aspect of the current work includes the power of peptide fractionation according to their pI in OGE with respect to the focusing quality observed in free and iTRAQ labelled peptide electrophoresis. Although Ross and co-workers described minimal iTRAQ reactivity with tyrosyl residue side-chain (<3%) [4] , a recent study has reported an evidence of Oacylation of hydroxylated side-chains of amino acid residues with iTRAQ especially in positions near histidyl residue [33] . Herein, the examination of the peptide electrofocusing behaviour before and after iTRAQ labelling revealed a non-negligible basic pI shift in OGE fractionation on a wide pH range 3-10 and an important increase in retention time in LC separation of labelled peptides focused in OGE fraction 1. It was furthermore found that this basic shift is not global, specific peptides, with specific sequence-determined properties, may even have a shift to a more acidic pI. In this study, a first effort was done to describe these properties. It is noteworthy to point out that to date, most pI calculator algorithms use only native peptide sequences without taking into account the iTRAQ tags. Consequently, further experiments in combination with trustworthier, advanced pI calculator software are crucial to enhance our understanding on the observed basic shift and routinely describe the pI of iTRAQ labelled peptides. Thus, the experimental isoelectric points can be used as an efficient additional filtering tool for the validation of peptide identifications and increase the reliability of the identification procedure.
Methods
Biological material and growth conditions
Medicago truncatula cv Jemalong 5 seeds were surface sterilised and germinated at 27°C in the dark on 0.7% sterile agar [34] . Two-day old seedlings were then transplanted into 400 mL plastic pots containing a mix of sterile soil of Epoisses and sand (1:2 v/v). Mycorrhizal inoculation was realized by adding Epoisses soil-based inoculum (spores, roots and hyphae) of the AM fungus Rhizophagus irregularis DAOM 181602 (formerly known as Glomus intraradices) [35] . Seedlings (3 per pot) were grown for 4 weeks under controlled conditions (16 h photoperiod, 23°C/18°C day/night, 60% relative humidity, 220 μEinstein m -2 .s -1 photon flux density). Control and R. irregularis-inoculated plants were watered each day with demineralised water and twice a week with a nitrogen-enriched nutrient solution. At harvest, roots were removed from their substrate, gently rinsed with deionised water, deep frozen, and stored at -80°C for later protein extraction. 
Microsomal protein extraction
Microsome extraction of M. truncatula roots was performed at 4°C and obtained by differential centrifugation as previously described by Stanislas and co-authors [21] . Briefly, roots were homogenized using a Waring Blendor in grinding buffer (50 mM Tris-MES, pH 8.0, 500 mM sucrose, 20 mM EDTA, 10 mM DTT and 1 mM PMSF). The homogenate was centrifuged at 16,000xg for 20 minutes (rotor JA 14 Beckman, CA, USA). After centrifugation, supernatants were collected, filtered through two successive meshes (63 and 38 μm), and centrifuged at 96,000xg for 1 h (rotor 45 Ti, Beckman). Pellets, representing the microsomal fraction, were resuspended in 10 mM Tris-MES, pH 7.3 250 mM sucrose, 1 mM EDTA, 1 mM DTT, 1 mM PMSF, 10 μg/ml aprotinin and 10 μg/ml leupeptin. Protein amount was measured using the 2-D Quant Kit (GE Healthcare, Little Chalfont, UK).
In-solution protein digestion
Amicon Ultra-4 10 K centrifugal devices (Millipore, Bedford, MA, USA) were used for in-filter protein digestion.
In the filtration devices, proteins (50 μg) from each control and mycorrhized plants were mixed with 10 mM DTT in solution A (8 M urea in 0.1 M Tris-HCl, pH 8.5) for 20 minutes to reduce protein disulphide bonds, and the excess reducing solution eliminated by centrifugation at 5,000xg for 40 minutes (Sanyo MSE Harrier 18/80, Japan). The protein sample was further cleaned by rinsing with 200 μl of solution A and repetition of the centrifugation step at 5,000xg for 40 minutes. One hundred microliters of 50 mM iodoacetamide in solution A were added on the filter and the filter was incubated in the dark at room temperature (RT) for 30 minutes followed by a centrifugation at 5,000xg for 30 minutes. Afterwards, 100 μl of solution B (8 M urea in 0.1 M Tris-HCl, pH 8.0) was added on the filter to adjust the pH, and centrifuged again. After repeating the latter step twice, trypsin (Trypsin Gold, mass spectrometry grade, Promega, Madison, WI, USA) was added in 30 μl of triethylammonium bicarbonate (TEAB) to an enzyme/protein ratio of 1:100. Protein digestion was carried out overnight at RT. Finally the peptides were collected by centrifugation of the filter units at 5,000xg for 40 minutes.
iTRAQ peptides labelling
Each tryptic digest was either labelled with iTRAQ reagent 114 or 117 following the manufacturer's instructions (AB SCIEX, Foster City, CA, USA). Control and mycorrhized samples were labelled by alternating 114 and 117 tags to avoid labelling bias. Some experiments were labelled with single use of one iTRAQ tag (114, 115, 116 and 117) targeting an overview of the iTRAQ 4-plex effect on peptide pI. iTRAQ reagents were dissolved in 70 μl of ethanol and added to the protein digest. After 1 h of incubation at RT, equal amounts of the different samples were pooled and concentrated by evaporation using a SpeedVac (Heto, Saskatoon, SK, Canada). The excess of iTRAQ reagents was removed by desalting the labelled peptides using C18 columns Supelco (Discovery TM DSC-18, 1 ml, 100 mg, Supelco Bellefonte, PA, USA). Peptides were eluted in 50% ACN (v/v), 0.1% TFA (v/v) and subsequently dried in SpeedVac (Heto) prior to peptides OGE fractionation.
Peptide OGE 3100 OFFGEL Fractionator and OFFGEL Kit pH 3-10 (Agilent Technologies, CA, USA) with 12 wells setup were used. Peptides were diluted in 1.8 ml of the focusing buffer containing only 5% (v/v) of glycerol in deviation from the supplier's protocol. IPG strips were rehydrated by adding 40 μl of peptide IPG strip rehydration solution per well for 15 minutes. Then, 150 μl of sample were loaded in each well. Peptide focusing was performed until it reached 20 kVh with a maximum voltage of 8,000 V and maximum current of 50 μA. After focusing, the 12 peptide fractions were withdrawn and wells rinsed with 150 μl of H 2 O/MeOH/TFA (49/50/1 v/ v) for 15 minutes. Rinsing solutions were pooled with their corresponding peptide fractions and concentrated in SpeedVac (Heto) prior to LC-MS/MS analysis.
LC-MS/MS analysis
The dried peptides were re-dissolved in 25 μl 0.1% TFA (v/v). Peptide separation was performed using an Ultimate 3000 nano LC system (Dionex, Sunnyvale, USA) equipped with a C18 column (PepMap 100, 3 μm, 100 Å, 75 μm id x 15 cm, Dionex) and connected to a Probot microfraction collector (Dionex). The mobile phase consisted of a gradient of solvents A 2% ACN (v/ v), 0.2% TFA (v/v) in water and B 80% ACN (v/v), 0.08% TFA (v/v) in water. Peptides were separated at a flow rate of 0.3 μL/minute using a linear gradient of 60 minutes of solvent B from 0 to 5% in 5 minutes, followed by an increase to 30% in 5 minutes and to 65% in 30 minutes. The column was washed with 95% of solvent B for 5 minutes followed by regeneration with solvent A. Column effluent was mixed with MALDI matrix α-cyano-4 -hydroxycinnamic acid (CHCA) and collected at a frequency of one spot every 30 seconds on an Opti-TOF LC/MALDI insert blank plate (AB SCIEX). MALDI plates were analyzed with a MALDI-TOF/TOF 4800 Proteomics Analyzer (AB SCIEX). The instrument was calibrated using the 4700 mass standard calibration kit (AB SCIEX). MS spectra between m/z 900 and 4,000 were acquired for every spot using 1,500 laser shots. The 8 most intense ion signals per spot having a S/N > 30 were selected as precursors for MS/MS acquisition.
